The nitrobenzoxadiazole derivative MC3181 blocks melanoma invasion and metastasis

SUPPLEMENTARY DATA SUPPLEMENTARY METHODS
Reverse transcriptase-polymerase chain reaction (RT-PCR)
Primer sequences and PCR conditions were reported in international literature or designed from the predicted sequence using Gene Scan program (http://genes.mit.edu/genscan. HTML and MMP-9 antisense CTCACGCGCCAGTAGAAGCG. Amplification conditions were as follows: a hot start denaturation of 15 min at 94°C was always performed, followed by 40 cycles of 1 min at 94°C, 1 min of annealing at a temperature specific for each gene, and 1 min at 72°C. Annealing temperatures for each gene expression assay were as follows: VEGF at 64°C, FGF2 and CDH2 at 60°C, MMP-2 and MMP-9 at 59°C, CDH1 and CDH5 at 58°C. MCAM/MUC18 conditions for both first round and nested PCR were as follows: 94°C for 1 min, 52°C for 1 min and 72°C for 1 min for 40 /30 cycles. A hot-start Taq polymerase was employed in each amplification.
Supplementary Figure 5:
RT-PCR analysis of CDH2 mRNA in the WM266.4 cell line. Total RNA was extracted from the cells and then reverse-transcribed by specific priming to single-stranded cDNA. The cDNA was amplified by PCR as described in the "Materials and Methods" section. PCR products were electrophoresed on a 1.8% agarose gel, stained with ethidium bromide, and the relative intensity against β 2 -microglobulin was evaluated by the ImageJ software. Molecular weight markers were loaded in the last lane. 
